Annex D 
HIV Infant Diagnosis by DNA-PCR using Dried Blood Spot (DBS)

The first HIV DNA PCR test done is referred to as DBS1 and the second confirmation test is DBS2. DBS1 can be done as early as at birth, but is often timed with the first post-natal visit or DTP1 vaccination at 4 – 6 weeks of age. DBS2 should be done preferably within 4 weeks of DBS1 and should be sent to the same laboratory. 
Alternative: DBS1 and DBS2 could be collected at the same time: While DBS1 is sent for HIV DNA-PCR analysis, DBS2 is stored at MSF project site. If the DBS1 result is positive, DBS2 can be sent for confirmation of result.

Note: 
The optimal timing for DBS1 is currently still under discussion. The earlier a child is diagnosed, the earlier ART can be commenced, and some countries are moving towards testing DBS1 at/or around birth. Testing at birth will detect approximately 70% of early infections (defined as in utero and peri-partum HIV infection). A second test needs to be done at around 6-10 weeks for all those who tested negative at birth in order to pick up those infected during delivery. 

Result Interpretation
· If DBS1 is NEGATIVE: Report the result as "HIV-negative". There is no need to confirm a negative result with a second DBS unless DBS1 was done at or around birth.
· If the first result (DBS1) is POSITIVE: Start ART as soon as possible and collect a second sample for confirmation.
· If the second result (DBS2) is also POSITIVE: Report final result as "HIV-positive".
· [bookmark: _GoBack]If the second result (DBS2) is negative: This is a discordant result. Refer to your laboratory and HIV advisor to follow specific strategy.

	Result DBS1
	Result DBS2
	Final Result

	negative
	not applicable
	NEGATIVE

	positive
	positive
	POSITIVE

	positive
	negative
	Discordant – 
refer to lab advisor



Notes:
· All children with a negative HIV DNA PCR result should be re-tested using antibody-based tests (e.g. Rapid Diagnostic Tests) to confirm a final diagnosis after 18 months, unless they never breastfed[footnoteRef:1]. [1:  Children remain at risk of HIV infection as long as they are breastfed.] 

· In projects which do not have the capacity to do so, earlier discharge between 12-15 months may be considered if a negative HIV test is obtained and the infant has not breastfed during the past 6 weeks[footnoteRef:2]. [2:  Ref: final decision should be made following WHO testing advice 2010] 

· The likelihood of a false positive result decreases when clear clinical indications of HIV infection are present.   
· The likelihood of a false negative result increases when there are clear clinical indications of an HIV infection:
· If a child tested negative once but has new symptoms compatible with HIV disease, testing must be repeated.
· The likelihood of false positive increases with a well-functioning PMTCT program (as HIV prevalence in infants decreases, predictive positive value of the test decreases as well and false positive results increase). 
· [bookmark: _Toc290288143][bookmark: _Toc392264351]On each site, the lab-in-charge should monitor and report quarterly the HIV DNA-PCR discordance percentage to the medical coordinator and to the MSF section lab advisor 

Collection, storage and transportation of DBS samples

Caution: there is a high risk of cross contamination from capillary blood sampling to laboratory testing if proper procedures are not followed. 

1. Equipment
· Sample collection card: Protein SaverTM 903® Card Whatman
· Drying rack
· Low gas permeable zip-lock bag
· Desiccant bags
· Humidity card: Tropack Indicator B/1
· Rip-resistant envelope

2. Method: collection and storage of DBS

a. Label card with appropriate identification number and date.
b. Apply 1 drop or 50-75 µl of whole blood to each circle, and fill the 5 circles (at least 4 circles).
c. Placing the card on the drying rack, let the card completely air dry (between 2-3 hours and overnight depending of the ambient humidity), in a clean, dust-free and insect-free area.
d. Complete patient information in the appropriate laboratory register (identification number, age, date of blood collection)
e. Once dry, place the card in a low gas-permeable zip-lock bag with desiccant and humidity card. The cards are either placed individually in a zip-lock bag or placed individually in a glassine bag and packed by 5 maximum in the zip-lock bag. Press as much as possible the air out of the bag and seal it shut.
f. Keep packed DBS (in sealed plastic bags) in a dry place at room temperature until transportation to the external laboratory.
g. Check the humidity cards weekly: if the card is pink (humidity > 30%) remove the desiccant bag and store with 6 packets of new desiccant bags in the sealable bag.

3. Transportation
· Place zip-lock bags containing DBS in a rip-resistant envelope with the necessary documents.
· DBS are not considered infectious material regarding international regulations. It is possible to transport them by normal post at room temperature. 
62

61

